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Declaration of Dr. Marc Jacqueroin under 37 CFR § 1.132 

1 1 Marc Jacquemin declat* and 'state as follows. I am a professor at tl^ Um^tty of 
Leuvenandl am an expert in the field of vascular biology. 1 am one of the mventors 
tf^T?£* Ap$c**on No. 10/030,522 «tf*d -lift** for use in therapeutic 
rnTnnositioiis for the treatment of hemcstasis disorders . 

2. T3£2?£i** Examiner has questioned, in the Office Ac^o^l edon May 
20 2004 the feet that single chain variable parts of antibodies directed to the CI 
Sm^Tof would 2 capable of binding FVUI and inhmitutg F VOL m*g* 

JSntSXa <i of the present application. The technical detok are proved 
, herewith. The resulting scFv-KRIX-1 VLVH was cloned into the pFICZocC 

SsTon vector anfthe f^al pPIC^coC-scTv-KIUX-lVLyHf^clor was used 
to transform X33 cells for scFv production. The supernattnt was testedto 
Z!Z presence of a functional scFv fragment The scFv fragment was 
SSS ^eventration, the soFvKRIX-1 VLVH(Hi«) wastested in a Fvm 
cteomogSclssay to evaluate the ability of the scFvKIUX-1 YLVH^s) to mhibit 

The FVHT infobitory capacity was evaluated in a .MMw 
(described in the application as filed): one volume of buffer with scFvKRIX- _ 
vr wrH at various concentrations was mixed with one volume of a pool of 
^^^T^ inc^ for 2h at 37»C. The rosidual FVIH activity was 

5 S«XSi D e»~ 

the Krix-1 antibody has inhibitory activity on FVIIJ. 

6 I hereby declare that all statements made herein are true and are made with die 
t^owl^e that willful false statements and the like so made are punishable by fine or 
S^SES »nS under Section 1001 of Title 1^^^°^ 
that such willful false statement may jeopardize the validity of the application or any 
patent issued thereon. 



Date; 



By: Dr. Marc Jaequeram 
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Figure JL Graph of experiment^ results showing the FVnt inhibitory activity of scFv 
figment of KRIX-1 (scFv-KRlX-1 VLVH(Hb)) produced in Pichia pasioria, in 
accordance with an embodiment 'of the invention. 
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T-.Wsi H^ik of th* ^reduction and chayacte^ffn sSSSS&d BSE* frasnqnt 

1. Cloning of scFv-KRTX-lVLVH in lochia expression vector 

An scFv of KRIX-1 was constructed by adding a linker sequence between the 3' end of 
the KRDC-1 light ohflin variable part (VL) and the S'end of the heavy chain variable part 
(VH) ? This was obtained by PCR amplification of KRTX-1 light chain and heavy chains 
• using the following primers: 

a) light chain 
forward primer 

5'-gtatctct M a^^aGA^TTQTGTTGACGCAGTCTCCAGGC-3 , 

This primer cotiesponds to the 5* end of the KRIX-1 VL sequence (capital), and contains 
a Xho\ restriction site (underlined) and a KEX1 sequence (bold italic); 

I 

reverse primer: 

This primer corresponds to the 3' and of the KRIX-1 Jk sequence (capital), and contains a 
part of the linker sequence (italic). 

'b) heavy chain 
ferward prjrner: 

This primer corresponds to the 5' end of the KRIX-1 VH sequence (capital), and contains a 
part of the linker sequence (italic); 

reverse primer: 

5'-gatctcla^TGAGGAGACGGTGACCAGGGTTCC 

this primer corresponds to the 3' end of the KRIX-1 JH sequence (capital), and contains 
*Xbal restriction site (underlined), 

Tie PCR products were annealed and a secondPCR was performed using the forward 
primer for the light chain and the reverse primer for the heavy chain. The resulting sc^v^ 
KRIX-IVLVH was cloned into thepPICZaC expression vector (JtavitrogeiL, Merelbeke, 
Belgium) 



PAGE 16/25 1 RCVD AT 9/20/2004 9:38:55 PM [Eastern Daylight Time] * SVR:USPT0-EFXRF-1/1 * DNIS:8729315 * CSID:3127595646 * DURATION (mm-ss):08-50 



SEP. 20. 2004 8:43PM 



BARNES & THORNBURG 



NO. 852 



P. 17 



Bird Goen 8c Co 



4 

DRAFT-CONFEDEN1IAL 



C1564-US 



2* Cloning of scFv-KRIX-1 VL.VH with His(6)tag in Pichia expression vector 

A Sail restriction site was added to the scFv-KRIX-1 VLVH sequenoe in order to clone it 
in frame with the His(6) sequence included in the pPICZaC expression vector 
(Invitrogen; Mereibeke; Belgium). This was obtained by PCR using the forward primer 
5'-gtatc tctc.ga*3 ^ corresponding to 

the 5* end of the KRIX-1 VL sequence (capital), and containing a Xhol restriction site 
(underlined) and a KEX1 sequence (bold italic); and the reverse primer 5 L 
batggtagacTGAGGAGACQOTGACCAGGGTTCCCCQGCC-3 1 corresponding to the 3 f 
end of the KRIX-l heavy chain JH sequence (capital), and containing aSa/I restriction 
site (underlined). 

The .final pPlCZaC-scFv-KRDC-1 VLVH(His) vector was used to transform X33 cells for 
scFv production. The supernatant was tested to demonstrate the presence of a functional 
scFv fragment. 

The scFv fragment was purified using the HxsTrap Kit (Amersham Pharmacia Biotech, 
Uppsala, Sweden). After concentration the scFvKRIX- 1 VL VH(His) was tested in a FVIII 
chrornogenic assay to evaluate the ability of the scFvKRTX-1 VLVH(KSs) to inhibit FVm 
activity. The FVIII inhibitory capacity was evaluated in a Besthesda assay. 



TfTTfll P. 17 
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Page 1 of F^rm BCCM^/LMBP/BPWBS-lA Receipt in the esse of an original depestr 



Budapest Treaty on the International Recognition of the Deposit of Mfcroorgatitenis for 
the Purposes of Patent Procedure 

RfiDQ?pt in the case of an -original deposit issued pursuant to Rule 7.1 by the 
Jntarnazionaf Depositary Authority BCCM™/LMBP identified at the bottom of rrexz page 



IntamztjonsI Form BCCM™/LMBP/BPAWBB-1* 



To ; Name of th* depositor : JACQUEMIN MARC 



Address 



Canter for Molecular and Vascular Biology 
Onderwijs Bl Navorsing 
HeresrraBT 49 
3000 Leuven 



Identification of the microorganism; 

1.1 Identification reference given by the depositor: 



KHIX1 



; 1. 2 Accession number given by th© International Depositary Authority: 



LW2BP B089CB 
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Page 1 of Form eCCM™/LMBP/BP/4/B9-l4 Receipt In the esse of an original deposit 



Budapest Tneaxy on the intgmattonsi Recognition of the Deposit of Microorganisms for 

the Purposes of Patent Procedure 

Receipt in the case of an -original deposit issued pursuant to Rule 7,1 by the 
international Depositary Authority BCCM™/LMBP Identified at the bottom of next page 

/ntematia**/ Form BCCM™/LMBF/BP/4/99-1* 



To ; Name of the depositor : JACQUEMIN MARC 



Address 



Center for MoJecular and Vascular Biology 
Onderwijs & Navonang 
Herestraar 4a 
3000 Leuven 



Identification of the microorganism; 

Li Identification reference grven by the depositor; 




1.2 Accession number grven by the International Depositary Authority; 



LMBP 0OSSCB 
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